Neurobiotin (N-(2-aminoethyl)biotinamide) is a compound of 286 Da molecular mass and a charge of +1 under physiological conditions. Due to its small size, this tracer passes even those gap junction channels which are not permeable to other common tracers of higher molecular mass e.g., Lucifer
12. Carefully retract the pipette tip from the cell. 
Notes: a. Alternatively to the HistoGreen HRP-substrate kit, 3,3'-Diaminobenzidine (DAB) staining can be used for visualization. b. Monitor the staining reaction by looking at the cells under the microscope to avoid overstaining. If the staining reaction should get too intense even after short incubation times, dilute the Avidin D coupled horse radish peroxidase solution (Recipe 6) or reduce the amount of injected Neurobiotin by shortening the injection time (step B11).
9. The number of coupled cells can be determined by manual counting of labeled cells.
www.bio-protocol.org/e2325 
Data analysis
For data analysis, we take photographs of every successfully injected cell using phase contrast microscopy ( Figures 3A-3C ). Some injections may fail due to breakage of the microcapillary tip or due to overstaining and are excluded from the analysis. We exclude an injection from analysis if the staining is so intense that single cells can no longer be discriminated from each other. The extent of gap junctional intercellular communication (GJIC) can be assessed by manual counting of labeled cells. We suggest to inject at minimum three individual 6 cm plates (try to perform 10-15 injections 
